. We observed that BMI or WC was positively associated with BP (all P-values < 0.0001). Mediation analyses consistently indicated that these associations were mediated mainly by insulin resistance (IR) as measured by the homeostasis model (HOMA-IR), followed by triglyceride (TG) and total cholesterol (TC), and fasting glucose (FG) in the three studies. The proportions via the mediation of insulin/HOMA-IR were 25~40%, TG and TC were 15~20%, and FG was 2~8%, respectively. These findings suggest that the mediators, insulin/insulin resistance, TG, TC, and FG, could be targeted for preventing hypertension among populations who were overweight or obesity.
Mediation analysis.
In the HDNNCDS, we found that TG, TC, FG, PG, FI, and HOMA-IR were the potential mediators between BMI or WC and systolic BP or diastolic BP. Additionally, HOMA-B was the potential mediator between BMI or WC and systolic BP, and PI was the potential mediator between WC and diastolic BP. Among these mediators, the proportions via mediation by FI, HOMA-IR, and TG were the top three ones which totally accounted for more than 30% of the total effect, they were 12.0%, 10.6%, and 9% between BMI and systolic BP, 10.2%, 9.1%, and 6.6% between WC and systolic BP, 19.8%, 16 .9%, and 13.4% between BMI and diastolic BP, 19.7%, 15.8%, and 11.4% between WC and diastolic BP, respectively. The proportions via mediation by other mediators were ranged from 1.8% to 4.8% (Table 3) .
In the validation analysis, the potential mediators of TG, TC, FG, and HOMA-IR were externally validated in the cross-sectional survey of the NHANES and the cohort data of the HPHS (Table 4 ). In addition, PG and FI were validated in the NHANES; PI was validated in the HPHS. But HOMA-B was not validated in the two studies and PI could not be validated in the NHANES since it was not measured in this study.
In the mediation analysis of the association between BMI or WC and IR (indicated by HOMA-IR), TG, TC, FG accounted for 5.4-11.3%, 0.3-2.0%, and 9.4-16.7% of the total effect on IR due to BMI or WC in the HDNNCDS, NHANES, or HPHS, respectively ( Table 5) .
The robustness of all mediation results was supported by sensitivity analyses that showed omitted confounding effect could explain less than 10 percent of variances.
Cross-lagged path analysis. Figure 2 presents cross-lagged path analysis of BMI or WC and insulin or HOMA-IR in the HPHS, which indicated that increased BMI or WC preceded hyperinsulinemia. After adjusting for age, sex, and follow-up years, the path coefficient from baseline BMI to follow-up insulin (β 2 = 0.326) was significantly greater than the path coefficient from baseline insulin to follow-up BMI (β 1 = 0.0.023), with P = 0.001 for difference between β 1 and β 2 . Autocorrelation also known as tracking correlation of BMI (r 2 ) were significantly greater than that of insulin (r 3 ). The variance (R 2 ) of follow-up BMI explained by baseline predictors was greater than that of follow-up insulin ( Fig. 2(A) ). And the path coefficients from baseline BMI to follow-up HOMA-IR, baseline WC to follow-up insulin, baseline WC to follow-up HOMA-IR were 0.113 (P < 0.0001), 0.077 (P = 0.020), and 0.032 (P = 0.001), respectively, however, the path coefficients from baseline HOMA-IR to follow-up BMI, baseline insulin to follow-up WC, baseline HOMA-IR to follow-up WC were not statistically significant (Fig. 2(B, C, and D) ). These results provided stronger evidence for the results in the mediation analysis in the present study. 
Discussion
In the present study, we confirmed that BMI or WC was significantly positively associated with BP. By using mediation analysis, we identified insulin concentrations (FI and PI) and HOMA-IR mediated a considerable amount of the total effect of BMI or WC on BP. This effect was further mediated by TG, TC, and FG. To the best of our knowledge, this study is the first to directly provide quantifiable mechanistic evidence linking BMI or WC to BP in the three independent population-based studies.
Significant association of BMI or WC with BP has been observed consistently in different populations 4, 5, 15, 16 . Doll et al. found that systolic BP and diastolic BP were increased over the whole variation range of BMI and WC among populations across developed and developing countries (from the main Seychelles island (Mahe) and two Swiss regions (Vaud-Fribourg and Ticino)), in which a gain of 1.7 kg/m 2 in BMI or of 4.5 cm in WC corresponded to an elevation of 1 mmHg in systolic BP for men, and the corresponding figures were 1.25 kg/m 2 and 2.5 cm for women, respectively 5 . Bovet et al. observed that BMI was positively associated with BP in a cross-sectional survey of the entire population in five branches of Dar es Salaam (1.01 and 0.91 mmHg systolic BP per 1 kg/ m 2 BMI in men and women, respectively) 4 . In agreement with these findings, our results showed similar positive association of BMI or WC with BP in a cross-sectional survey of the HDNNCDS, and it is particularly validated in American population in the cross-sectional surveys of the NHANES and an independent Chinese cohort of the HPHS in the present study.
Although results reported in an appreciable number of studies have supported these associations, the potential mechanisms remain to be an area of research. In addition, proximal mediators of the effect are more relevant to targeted elevated BP prevention among obesity persons yet this topic remains understudied. Mediation analysis was first proposed and has been prominent statistical analysis in psychological research 17 . Under appropriate causal structures justified by substantive scientific knowledge, mediation analysis addresses directly the questions of how and why the specific exposure and outcome are related by the intermediate factor through measuring its contribution to the effect of the exposure on the outcome. By using this method, we evaluated the potential mediation effects of possible mediators of BP and resulted in the observations that several mediators may be partially determined by BMI or WC and also predict BP. The link between obesity and the development of insulin resistance has been well documented. The values of the FI and HOMA-IR have been observed significantly higher in the obese subjects in comparison with the subjects with normal weight 18 , and weight loss/gain correlates closely with a decrease/an increase in insulin sensitivity, respectively 19 . It has been proposed that obese individuals develop resistance to the cellular actions of insulin, characterized by an impaired ability of insulin to inhibit glucose output from the liver and to promote glucose uptake in fat and muscle 20, 21 . Meanwhile, an association between insulin metabolism/resistance and BP has been reported in previous studies as well. Insulin can cause vasodilation through increased NO production, any reduction in the functionality of the peptide will obviously have adverse effects on blood pressure. Additionally, insulin resistance causes increased blood flow to skeletal muscles to compensate for the reduced glucose delivery, which in turn also increases BP 22 . Insulin concentrations have been observed to be significantly higher in adult patients with hypertension and borderline hypertension than in normotensive control patients, no matter whether insulin is measured in the fasting state or in response to the oral glucose tolerance test 2, 23 . However, study that provided whether insulin/insulin resistance is playing a role in linking BMI or WC with BP is limited. We performed mediation analysis to examine this association. Our data appear to indicate that insulin (FI and PI) and insulin resistance (HOMA-IR) may have a significant mediating effect on the association between BMI or WC and BP, which accounted for about 25~40% of the total effect of this association. This finding adds further support to previous speculations that the association between BMI or WC and BP might be mediated by insulin/insulin resistance.
In addition, obesity has been speculated to be the main cause of the metabolic syndrome (MetS), and dyslipidemia is an important feature in MetS 24 . As expected, epidemiological studies have observed that both TC and TG keep increasing steadily with BMI and WC [25] [26] [27] . At the same time, TC and TG are usually associated with increased BP levels, and the increases in TC and TG level with BP were observed to be greater in overweight than in lean subjects 28 . This suggests that body mass in itself or factors associated with body mass are related to concomitant elevations of BP and blood lipids. In the present study, we found that TC and TG were mediators linking BMI or WC with BP, which explained approximately 15~20% of the total effect of this association. Moreover, BMI or WC and FG have been reported to be positively correlated in previous studies 29, 30 , and the association between elevated FG and risk of the development of hypertension has been described in some studies 31 . In the present study, we observed that FG was also a mediator linking BMI or WC and BP, which explained a small but significant amount of the total effect of BMI or WC on BP.
The strengths of our study include its base in three independent population-based surveys among Chinese and American populations and hence the ability to validate the findings in these studies, in which there is one cohort study with a high follow-up rate. Specifically, we used the novel counterfactual model-based mediation analysis rather than the traditional method that compares differences of the regression coefficients between the models HDNNCDS (n = 7,094) NHANES (n = 10,875) HPHS (n = 2,709) with and without the mediators. Our work has limitations. First, although we adjusted for confounders, we cannot exclude the possibility of residual confounding. Second, the SNS and RAAS have also suggested being etiologically relevant in obesity related hypertension; however, we did not measure them in the present study. Thus, we cannot discuss their relevance to increased BMI or WC induced BP elevation. Third, mediating effects may not be reliable detected in the two present cross-sectional studies, but the results from the present follow-up data of the HPHS adds further support of the mediating effects of the potential mediators.
Conclusions
The present study confirmed that BMI or WC was consistently positively associated with BP, particularly across three different populations. In addition, the total effect of the association between BMI or WC and BP was found to be mainly mediated by insulin/insulin resistance, which is further explained by TG, TC and FG. These validated data provide quantifiable mechanistic evidence linking BMI or WC to BP, which may provide targets for avoiding obesity-related hypertension.
Methods
Study Populations. The HDNNCDS and the HPHS methods have been previously described in detail 32 . The HDNNCDS was launched in 2010 by the national key discipline, department of nutrition and food hygiene at Harbin Medical University, which recruited a total of 9734 people aged 20-74 years and the baseline survey was finished in 2012. After excluding those who were taken medications for hypertension (n = 1779), those who reported extreme values for total energy intake (>4500 or < 500 kcal/day, n = 368), and those who had missing information on BMI or WC (n = 493), 7094 participants were included in the present study. The HPHS recruited 8940 people aged 20-74 years in 2008. After finishing the baseline survey, 4515 members (about 50.5% of total participants) were randomly selected to participate in the follow-up surveys due to financial limit for this study. In 2012, 4158 participants finished the first in-person follow-up survey with a response rate of 92.1%. After excluding those who had hypertension at baseline survey (n = 1492), those who reported extreme values for total energy intake (>4500 or < 500 kcal/day, n = 177), and those who had missing information on BMI or WC (n = 137), 2709 participants were included in the present study. In both the HDNNCDS and the HPHS, detailed in-person interviews were administered by trained personnel using a structured questionnaire to collect information on , the proportion of original variances that were explained by the omitted confounding. demographic characteristics, dietary habits, and lifestyles and physical condition at baseline survey. Weight and height were measured with participants standing without shoes and wearing light clothing at baseline recruitment. BMI (kg/m 2 ) was calculated as weight (kg) divided by the square of the height in meters (m 2 ). The seated blood pressures of the subjects were measured on the right arm after 5 min of rest to the nearest 2 mmHg by using an electronic blood pressure monitor (OMRON HEM-7112), the mean of the two measurements was recorded in the HDNNCDS, and the mean BP at follow-up survey in the HPHS were used in the present study. Serum TC, TG, high density lipoprotein (HDL), and low density lipoprotein (LDL) were determined using an automatic biochemical analyzer (Hitachi 7100, Japan). An oral glucose tolerance test (OGTT) was carried out according to the World Health Organization (WHO) guidelines 33 . Serum insulin was measured with an auto-analyzer using commercial kits (Centaur, Bayer Corporation, Bayer Leverkusen, Germany). Homeostasis model assessment of insulin resistance (HOMA-IR) was calculated according to the formula: FG (mmol/L) × Fasting insulin (FI) (mIU/L)/22.5, and HOMA-B was calculated with the formula: 20 × FI (mIU/L)/FG (mmol/L) −3.5 34 . , the proportion of original variances that were explained by the omitted confounding.
The HDNNCDS and the HPHS were approved by the institutional ethics review board of the Harbin Medical University and were conducted in accordance with the guidelines of the Declaration of Helsinki. Written informed consent was provided by all participants.
NHANES is a cross-sectional, biannual, representative health survey of the United States population 35 . We used data from four surveys (2005-2006, 2007-2008, 2009-2010, and 2011-2012) . 24-hour food recall questionnaire were administered using the United States Department of Agriculture (USDA) and US Department of Health and Human Services (DHHS) food recall questionnaire. Self-reported data were also collected for diabetes mellitus, coronary disease status, current drinking, and current smoking. Height, weight, and 3 to 4 seated systolic , the proportion of original variances that were explained by the omitted confounding. Cross-lagged path analysis of BMI or WC and insulin or HOMA-IR in the Harbin People Health Study, adjusted for age, sex, and follow-up years. β1 and β2 are cross-lagged path coefficients; r1 is synchronous correlations; r2 and r3 are tracking correlations; R 2 is variance explained. Coefficients different from 0: *P < 0.01, † P < 0.001 for difference between β1 and β2.
blood pressure (systolic BP) and diastolic blood pressure (diastolic BP) measurements were also administered. The mean of the BP values (3-4 measurements) were used for analysis. Serum lipids profiles (including TC, TG, HDL, and LDL), OGTT, and FI were also measured. We limited the study sample to adults who were aged 20 to 74 years, were not pregnant among females, did not take extreme values for total energy intake (<500 kcal/ day or >4500 kcal/day), and did not have missing or unknown information on BMI, WC, BP, current drinking, education, coronary heart disease, and type 2 diabetes for consistency across surveys and comparable to the participants in the HDNNCDS and the HPHS. At last, 10875 subjects were analyzed in the present study.
Statistical Analyses. Selected baseline characteristics were presented with mean ± standard deviation (SD) for continuous variables and percentage for categorical variables. Linear regression models were employed to evaluate the effect of BMI or WC per SD difference on BP. The two main models were as follows: Model 1 was adjusted for age at study recruitment (years) and sex (male/female). Model 2 was adjusted for age at study recruitment (years), sex (male/female), current smoking (yes/no), current drinking (yes/no), exercise regularly (yes/no), type 2 diabetes (yes/no), cardiovascular disease (yes/no), and total energy intake (kcal/day) in the NHANES and additionally adjusted for family history of hypertension (yes/no) in the HDNNCDS and HPHS. Mediation analysis was performed to evaluate the role of fasting glucose (FG), 2-h postprandial glucose (PG), FI, 2-h postprandial insulin (PI), HOMA-IR, HOMA-B, TC, TG, HDL, and LDL at baseline as potential mediators of the association of BMI or WC at baseline with BP. Mediation effect was evaluated by the degree of attenuation of the per SD increment of BMI or WC effect by further adjusting for the potential mediators in the linear regression models. The proportion of mediating effects was calculated in the risk difference scale, and the 95% CIs of the portions of effects were obtained via bootstrapping 36 . In addition, the relationship between obesity and insulin has been suggested to be reciprocal 37 and thus, the causal sequence between them should be figured out in longitudinal cohort in order to explain the results in the mediation analysis. The cross-lagged panel analysis is a form of path analysis that simultaneously examines reciprocal, longitudinal relationships among a set of intercorrelated variables 38, 39 . It was used to analyze data to provide stronger evidence for a temporal relationship between BMI or WC and insulin or HOMA-IR in longitudinal cohort of the HPHS. Pearson correlation coefficients of the Z-transformed quantitative variables of BMI or WC and insulin or HOMA-IR at baseline and follow-up were calculated, with adjustment for follow-up years.
All analyses were performed by using R version 3.0.3 (http://www.r-project.org/) and a two-sided P-value < 0.05 was considered statistically significant.
